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Supplementary Figure 1: Testing of suitable coupling procedure for pyrophosphate bond formation.1 
a) 
 
 
Example of HPLC analysis of the coupling reaction (Peak 4 = product – compound 1) 
 
 
b) Dabrowski-Tumanski procedure2
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Dabrowski-Tumanski procedure2: An example of HPLC analysis of the coupling reaction (Peak 4 = product 
– compound 1) 
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Supplementary Figure 2: HPLC trace showing decomposition of 2ʺ-deoxy-ADPR  
 
Integrity of 2ʹʹ-deoxy-ADPR after transport and reconstitution was checked by RP-HPLC analysis on a 1260 
Infinity system (Agilent Technologies). Samples and standards (ADP, AMP, dAMP, cAMP, Adenosine 250 
pmol each) were run on a 250 mm × 4.6 mm Multohyp C18 5-μm column (Chromatographie Service) with a 
4.0 mm × 3.0 mm guard cartridge containing a C18 ODS filter element (Phenomenex) at a flow rate of 0.8 
mL/min with buffer (20 mmol/l KH2PO4, pH 6) with a linear gradient of methanol from 0 to 50% Methanol 
over 22.5 min. Adenine nucleotides were detected at 260 nm. Peaks were integrated using the ChemStation 
Software (Rev. C.01.05; Agilent Technologies). a) Chromatograms of standards (250 pmol each). b) 
Chromatogram of a preparation of 2ʹʹ-deoxy-ADPR after freeze drying, transport and reconstitution in 
10 mmol/l HEPES pH7.2. The sample should have contained 1 nmol of 2ʹʹ-deoxy-ADPR, but eluted from the 
column as multiple peaks, one of the fragments co-elutes with ADP. 
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1H-NMR, 13C-NMR and 31P-NMR data for compounds 8-12, 14-19, 21-27, and 30 
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